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?n each cycle, adaptor ligation to one end of the DNA segment is followed by 
class-IIS restriction endonuclease cutting. The recognition domain of the 
classes restriction endonuclease is encoded by the ligated adaptor, allowing 
re"ric?ion endonuclease digestion to trim the DNA segment, generating a new 
ov^rhana seauence. One or both strands of an adaptor can be ligated, or one or 
bolh ends of a single-strand hairpin adaptor can be ligated Also, one strand 
If n adaptor can be ligated followed by hybridization, without ligation of 
the compl ementary strand, to generate a double-stranded recognition domain, 
iter ative cycles generate a series of single-strand overhang s, each 
constituting a DNA template. The «i nole-stranded overhangs, are separated by 
f !h ^prLls that are limited by the distance between the recognition 
fixed "^rvals that are limxte y ^ ^ clagg . IIS restr iction 

iZlnlcTets TtnTolTll Seagate* adaptor. This method -ploits the 
„°™. Hon 0 f the cleavage domain and the recognition domain of class IIS 

Se slngle-sSands Se little opportunity to form secondary structures, 
providing a considerable advantage over competing methods. 
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